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IN THE CLAIMS 

The following listing of claims will replace all prior versions, and listing of claims, in 
this application: 

1 . (Currently Amended) A method of producing a lysosomal hydrolase having an 
oligosaccharide modified with N- act e ylglucoGamino acetvl glucosamine - 1 - 
phosphate comprising 

a. contacting a mammalian cell culture expressing a lysosomal hydrolase 
with a mutagenic agent; 

b. culturing said mammalian cell culture in the presence of Pseudomonas 
exotoxin A in an amount sufficient to select for cells resistant to the 
Pseudomonas exotoxin A; 

c. selecting said cells resistant to Pseudomonas exotoxin A; and 

d. isolating said lysosomal hydrolase having an N- 
act e ylfflucosamino acetvlglucosamine - 1 -phosphate from said resistant cells. 

2. (Currently Amended) The method of Claim 1, wherein said lysosomal hydrolase 
is selected from the group consisting of a-glucosidase, a -L-iduronidase, a - 
galactosidase A, arylsulfatase , N-acetylgalactosamine-6-sulfatase a of p - 
galactosidase, iduronate 2-sulfatase, ceramidase, galactocerebrosidase, 0- 
glucuronidase, Heparan N-sulfatase, N-Acetyl-cc-glucosaminidase, Acetyl CoA-oc- 
glucosaminide N-acetyl transferase, N-acetyl-glucosamine-6 sulfatase, Galactose 
6-sulfatase, Arylsulfatase A, Arylsulfatase B, Arylsulfatase C, Aryloulfataoo A 
C e r e brooido, Ganglioside sialidase . Acid (3-galactosidase G M i Galglioside, Acid 0- 
galactosidase, Hexosaminidase A, Hexosaminidase B, a-fucosidase, a-N- Acetyl 
galactosaminidase, Glycoprotein Neuraminidase, Aspartylglucosamine amidase, 
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Acid Lipase, Acid Ceramidase, Lysosomal Sphingomyelinase and 

Sphingomyelinase. 

3. (Currently Amended) The method of Claim 1, further comprising contacting said 
lysosomal hydrolase having an N- act e ylglucosamin e acetylglucosamine - 1 - 
phosphate with an active GlcNAc phosphotransf e ras e N-acetylglucosamine-1- 
phosphodiester a? N- acetyl glucosimanidase . 

4. (Currently Amended) The method of Claim 3,wherein said phosphodi e st e r a 
GlcNAcase N-acetvlglucosamine-1 -phosphodiester a N- acetyl glucosimanidase 
omprises an amino aeid acids 56 to 5 1 5 of SEQ ID NO: 1 8. 

5. (Currently Amended) The method of Claim 3, wherein said phosphodi e ster a - 
GlcNAcas o N-acetylglucosamine- 1 -phosphodiester o?N- acetyl glucosimanidase is 
encoded by a nucleotide sequence comprising SEQ ID NO: 17 or a nucleotide 
sequence that hybridizes under stringent conditions to the complement of SEQ ID 
NO: 17. 

6. (Currently Amended) The method of Claim 3, further comprising purifying said 
glycoprotein lysosomal hydrolase after said contacting. 

7. (Original) The method of Claim 1, wherein said mutagenic agent is a chemical 
mutagenic agent. 

8. (Original) The method of Claim 7, wherein said mutagenic agent is ethyl methane 
sulfonate. 

9. (Original) The method of Claim 1, further comprises culturing said mammalian 
cell culture in the presence of a a 1,2-mannosidase inhibitor. 

10. (Original) The method of Claim 9, wherein said a a 1,2-mannosidase inhibitor 
comprises both deoxymannojirimycin and kifiinensine. 
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1 1 . (Withdrawn) A ^The method of producing a lysosomal hydrolas e having an 

oligosaccharid e modified with N act e ylglucosamine 1 phosphate Claim L further 

comprising 

ar-introducing a polynucleotide sequence encoding the lysosomal hydrolase in the 
cells resistant to Pseudomonas exotoxin A before said isolating said lysosomal 
hydrolase a furin d e fici e nt mammalian coll: 

b. culturing said flxrin defici e nt mammalian c e ll containing th e polynucl e otid e 
s e quenc e e ncoding the lysosomal hydrolas e for a tim e and und e r conditions 
suitabl e for expression of the lysosomal hydrolase; and 

c. coll e cting th e lyso s omal hydrolas e expressed . 

12. (Withdrawn) The method of Claim 1 1, wherein said lysosomal hydrolase is 
selected from the group consisting of a-glucosidase, a -L-iduronidase, a - 
galactosidase A, arylsulfatase , N-acetylgalactosamine-6-sulfatase or p - 
galactosidase, iduronate 2-sulfatase, ceramidase, galactocerebrosidase, p- 
glucuronidase, Heparan N-sulfatase, N-Acetyl-a-glucosaminidase, Acetyl CoA-a- 
glucosaminide N-acetyl transferase, N-acetyl-glucosamine-6 sulfatase, Galactose 
6-sulfatase, Arylsulfatase A, Arylsulfatase B, Arylsulfatase C, Arylsulfatase A 
Cerebroside, Ganglioside, Acid p-galactosidase G M i Galglioside, Acid P- 
galactosidase, Hexosaminidase A, Hexosaminidase B, a-fiicosidase, a-N- Acetyl 
galactosaminidase, Glycoprotein Neuraminidase, Aspartylglucosamine amidase, 
Acid Lipase, Acid Ceramidase, Lysosomal Sphingomyelinase and 
Sphingomyelinase. 

13. (Withdrawn) The method of Claim 11, further comprising contacting said 
lysosomal hydrolase having an N- act e ylglucosamino acetvl glucosamine - 1 - 
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phosphate with an active GlcNAc phosphotransf e ras N- acetyl glucosamine- 1 - 

phosphodiester a N-acetyl glucosimanidase e. 

14. (Withdrawn) The method of Claim 13, wherein said phosphodi e ster a GlcNAcaso 
N-acetylglucosamine- 1 -phosphodiester a N-acetyl glucosimanidase comprises an 
amino acids 56 to 515 of SEQ ID NO: 18. 

15. (Withdrawn) The method of Claim 13, wherein said phosphodi e st e r a GlcNAcas e 
N-acetyl glucosamine- 1 -phosphodiester a N-acetyl glucosimanidase is encoded by 
a nucleotide sequence comprising SEQ ID NO: 17 or a nucleotide sequence that 
hybridizes under stringent conditions to the complement of SEQ ID NO: 17. 

16. (Withdrawn) The method of Claim 13, further comprising purifying said 
glycoprotein lysosomal hydrolase after said contacting. 

17. (Withdrawn) The method of Claim 11, further comprises culturing said 
mammalian cell culture in the presence of a a 1,2-mannosidase inhibitor. 

18. (Withdrawn) The method of Claim 17, wherein said a a 1,2-mannosidase inhibitor 
comprises both deoxymannojirimycin and kifunensine. 

Claims 19-44 (Cancelled). 

45. (New) An isolated lysosomal hydrolase produced by the method of Claim 1. 

46. (New) An isolated lysosomal hydrolase produced by the method of Claim 2. 

47. (New) An isolated lysosomal hydrolase produced by the method of Claim 3. 

48. (New) An isolated lysosomal hydrolase produced by the method of Claim 4. 

49. (New) An isolated lysosomal hydrolase produced by the method of Claim 5. 

50. (New) An isolated lysosomal hydrolase produced by the method of Claim 6. 

51. (New) An isolated lysosomal hydrolase produced by the method of Claim 7. 

52. (New) An isolated lysosomal hydrolase produced by the method of Claim 8. 

53. (New) An isolated lysosomal hydrolase produced by the method of Claim 9. 
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54. (New) An isolated lysosomal hydrolase produced by the method of Claim 10. 

55. (New) An isolated lysosomal hydrolase produced by the method of Claim 11. 

56. (New) An isolated lysosomal hydrolase produced by the method of Claim 12. 

57. (New) An isolated lysosomal hydrolase produced by the method of Claim 13. 

58. (New) An isolated lysosomal hydrolase produced by the method of Claim 14. 

59. (New) An isolated lysosomal hydrolase produced by the method of Claim 15. 

60. (New) An isolated lysosomal hydrolase produced by the method of Claim 16. 

61. (New) An isolated lysosomal hydrolase produced by the method of Claim 17. 

62. (New) An isolated lysosomal hydrolase produced by the method of Claim 18. 
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